wo 2005/019441 TCT/JP2D04/012456 

lWBi©'dreWTO KSFEB 2006 
mmm 

i^t^Ltii^^^. mtdmsknmfmm^z^^^T\t. ^mnMo^m^izm-^-r^m 
x\tm^mz^:A-i^t:-^^^m^f)^^^:itm'<D^M.^^$>^o 

F^SF^. mi^. "3. \ihJki&^:^^':f^(DmiLh^(Dmm" . r^i i rm 

mmj^^m^(ommmm (2) 2 o o o¥8^4s~6b^^> p99-io6 

[online], -iy^^^yh 

<URL: http://www.med. or. jp/jams/symposiuin/kiroku/117/pdf/117099.pdf> ] , 



1 BEST mmimLE copy 



wo 2005/019441 



PCT/JP2004/012456 



C<h (-T-Y^;!/ ;«7-f n (Michael Kyba) CelK^109 
2 0 0 2^4^ 5 B^fr. p 2 9 - 3 73 > O P 9 7. h D-^MJIg^^lJffl UT, 

TBg^^J 2001^9^25 S^ff, ^1 9#. ^15^. pl96 6-l 
9 7 1 ;#l?ti (Toru Nakano)e>, Science, ^265 
199 4^ 8^19 5, Pl098-1101]> Tt!^-^)V'E SM^^s 

U (Fei Li) Blood, ^98 2001^7^15 B^ff, p 
3 3 5-3 4 2] , '^^T.-ESmm'^B^sSSLmm.mm.^^if^^^^t: i::f^)y 
h XA. 3/\>y > (Britt M. Johansson)^, Molec 
ular and Cellular B i o 1 o g y , H 1 5#, ^ 1 -^^ 1 
9 9 5^1 nmr. P141-151D ifimyf^bH^o 

Sfe, t&IB:7ai-r US®3ti^{C«, #?^^i5'>/'?i^M-4 (BMP-4) # 
«ETT, T;«7yif;PESM$ig#-r^2:tfc:J:D, BMP - 4#^i?i£TCD^-g- 

tGI3>^U^;/h XA. B/\>V>^0:$M\Z\tL. BMP-4#ST~e, '^'izXE 
S^SSSri^^-r SC:i:lCJ:l9, BMP - 4#^#^ET©J^^(Clt^, T^MMUmU 
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mBi^WWL<b<DXM [Science) izmUO^itZ^f^-Vit. OP97.bDT 

mmm\f^^<Di!)mwL'v$>^f)^. mmz},t. mnmmM i—^kmsk) -dmrn-^n 

<. mn&mw]^(Dm^mmm^mit^mm\z^<t'^'&^^tm(D^pf3i< h% i 
^^-^mizt^. ^^mw}m<Dmiimmm^^^<DjtM^mm^(D^it:&mzm'r 
^Tc. :^^m\t. momm-c^t. m&m(Dmjk^mm^^^\zmii^-r^z:t. 
m&m(Dmit^mm^±m\zm^-r^ z: m^mw3m(DmjfD.mik4^m^^Miz 
mmt^ ii h , m^mmmo^mm © c d 3 4 *mm^^mz^i^-r^ ^tm<D 
'pf3:< iz^i-D^-^miz-r^. mmmmm<DmjisL^mm<Dmm:^m\zm-r^o $ 
:$i^mit. momm-vu. mBmm:^miz^r)%i^tir^j^skmmmizm-r 
^, ^fd. :^^BM\t. -^^izwiomm-vit. m^m<omMmmm^^mzmm-r 
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C2] (I) '^!7nyT->^uuzL-mwLm'^^xmvrz7.ha'^mmw^y 
(II) MfsxT^^;/^ (I) -vn^hnti^^mmm^^o^mm.^^ mm\iyz^<D 

(II) MlB;^-5^y:/ (I) Tf#e.n7feMfi^l&<^*5f$©«ffliig?&, lQm.\LV-^<D 

(III) S5l2X5=-yy (II) Ttb^b;t^?t::y>'ic, fiS^l&2^t;:4fM6*JJS:+>--r 
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;Wt-«> 1 0 0 itim^^^fo (B) op 9iMllg±BMP-4<Z)#ffi 

-r. 

(B) #^(D«§:^Sr^t-o 

0 3 ti, ti^y i^iC>isi-LT t h S C F <&^#U^tu^cD7|5^iJf[LX«#ill3*3frj-^ 

f*, t^:/>^DNAm3S, >5~i -iE-n-^n. o. oooi% 

W) > 0 . 0 0 1 % mmm . o . o i % (^bsi^) . o . i % mum . 

1% mmm 0% mmm d-jvdna. u->ii\t. d-jidna 

CF^-%-tu, ^#6Bg, ^#ftl0. ^#^3 BS:tX^#^4 0 BOT^^ijfiLS 

>'i8~2 2«, ^n^*ti, fchscF^#Htr, ^#6bs> ^# 
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:$immiz'D-)i'^^<Dm]hL^mm^m^r^ :^mmm e> ®m < ^%mM.\zm 
:^m\zmr^. 
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vTc^^ (Sir. mit^^imm^^tWD) 'cmw't^::t\zi'D<Diz^f3. 
itm^^mm.^^ ^ mskj^mj!^^(D^itfimMmzm ^^f3i^^iz^-^^-^^t)^'r. ^ 

it^Tcibiz. mmAmmjm<Dm^nmmiz. ^it^mm-r^^^m^^ m^^t. 
mmzm:^-^ntii\^^^xmmx'$>^. vtc-^^^x. ^m^(D^it:^mt. mm^s: 

mzm^mmmzm^'t^mskj^mm\z^^[:-^i±^:iti!)^x^^t\^^^mtirz.m 
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oT> ^^m(Dmf:^mzJ:n\t. J:D^^J;<. ti^y>?#:F*3T\ 2^KWtcSS 

W}m(Dm^^mm^. •^^^zmisai^m'r^z.t-A^x^^iii^^^mtirc^m.^m'r 

^itbT#c>nfem<^. i^m\^yz^(D^'BfH(D]:iyz^mmz^m'r^:it\zh 

mi^vxn^bnrcmm^. iS:m\:iyi^<D^'B\H(D}iyz^mmzmm-r^rci^. m. 
^mmmizm^-r^itst^mm^. ^m^<. ^^vx^f^-r^^^nj^x^^o 

mmm<Dm^^mmy.\t^n^\z^^mmm\zmm'r^it]k^mm'S:m^mzm 
^T^^tii^x^^t^^^mnrc^m^^m-r^o bjt:^>>*oT. :^mmiz^niit. 
^^mmmizm^-r^itik^mm^^ ^oi^m^<. ^^vx^m-r^zLtititx 
:$i^m<D^it:&m\zii\,^x}tt. mMm^^mm^i^T\z. 6s~ 
sum. «^*b<«, 6 Bmm^hrcmm^m\^^^:it\z^o. m<^<> 
^T^^ ywji^^n^ z. iiffix'^. m<^<m^^:^ ^m^mmt^ z. tf)^x^ 
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d t J: 0 RtK#fc|& $ n -5 ^ . 

KG^J^-a-. 2 0 Om 1 ^fetl©mfiK<i:UT. DMEM/F 1 2 163mlt, 
^lym'^im 3 0ml («^^t^l5%) L-^;Pi5'^> 2ml (ftH 
a^2mM) ^ZLi/^} > (1 0 OU/m 1 ) h I^:/ h^T-f ~>> (10 0 
Mg/ml) 2m 1 ^^iK^^T^ym^?^ 2mlt. 2 - :^)\^tirf 

1ml («^?gso. imM) t^^tsmmiitm^f^n^o 
mx\t. B]kmm.^m^ (l if) (D^^^(D^mzmmT^z.iiizj:K) 
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mi^m (a -MEM) ^(D^tETizmmt^^i^. msk^^itizmvrcy^—y 

MIB^® ;«7 — <i:LT«. CD4 5» TER119, ot^ — f>y^^^J>. 
YE-tl }^^U>. Sca-1, CD34, CD13> CD14, GPUhX 
Ilia, CDS. CD4, CDS. sIgM, CD19. c-Kit (CDll 
7) , Thy-1 (CD90) . CD31, HLA-ABC, $ 
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oFsmmw^ tui2'7>j7x#M«^^bT«. siimmw C3u>x (co 

1 1 i n s) J. Immuno 1 . . 19 8 T^^fr. HIS 8#, p 1 0 

8 2-1 0 8 7] , mm'^'y:^'^mmmmmtvx\t. cieemmw ivy 

(Wang) In Vitro Cell. Dev. Biol. Anim. , 
1 9 9 6#%fT, ^32 P292-29 9] ^tim\i^Mo 

'itisir^^itmM^mzmn't^mzm\'^^n^muy^-y'-mmt. n 
yy-^jmmm'^'^x'm.x^t^T.vu'^mmm.-^. m7L\€. a-MEMi^ia (mi 

n i mum Essential medi um Eagle) ^;&^Ao:fe, "if 

mt. mm^m^m^m<mvmm^xmm'rniit^\^^o 

3 6-3 8*0, mz-B^h<\t. 3 7'cxmnT^z.tmf}^m^f^n^o 
mjfiL^^^\:mm0kmzmm-r^mizm\^^^n^y >f -^-mmt. M.i^m\z\t. 
OP dmm.^y^-^y-mmthxmi^^^m^. 
- OP 9 ms^mmm {mx\t. 1 25 omi $>rcKi(Dm.^: a -mem t^-:/ 

3 (G i b c o) ^fcM, :fO^Uirm^ :12000-02 2] 98 0mKii/ 

y^H'skm 2 5 0ml (mnmm 20%) . ^- u > (100 u/m 1 ) - 

7^ hl^y h-T-f v'> (1 0 0 At g/m 1 ) lOmK 2 0 OmM I.-if)V^ 
S.>mm lOmUT. 37 5% C Oj^fl^TTJ^^U. 
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- n^tiTcmm.^. muoFmmm^m\z. 1 : 4-1 : s-eaf^b, 

- f#e>nfcm (m^\t. 1x1 o'^i^jia/ini) ^, if^^^^n-bbfcig 

BOT, $fSb<J*. 7 5 B£ilT. J:O0^b<«. 6 0 Bg^TTfe^ 

(II) HtflBx-^ryy (I) i&m\iyi^<D 
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Cl 0 Om 1 $>rcK>(Dm.!^ : I MDM (Iscove's Modified 
Dulbecco' s Medium) 84ml> 8% ^y^sk^ SfnK 
8% ^-^Bi^skm 8 ml, 5xio-«M tHnn;i/5^\/> o. 18 tig. 

BMP- 4 2jjLg immmm2 0 nsymi) . scf 2 fig immmm2 

Ong/ml) , IL-3 2ug (^J^J^S 2 0 n g /m 1 ) > IL-6 1 
tig imii^mmi Ongy^ml) , VEGF 2^tg («^JgS2 Ong/m 
1) . G-CSF 2Mg (ft^^g^2 Ong/'ml) , F 1 t-3U:^f>F 
2/ig (Si^ig^l Ong/ml) , EPO 2 0 0 U ( 2 U/m 1 ) ] 5 m 
1 (Cji^b, #e.tlfci^l!S!l^^*, y^-i$^-mm±^Z 5X1 O^MflgicM 

ji^S(D^iigM@b, ^cD^, art:, 5% cOj^fi^TTe H^B1^*•r 
nmmmcuK6m\t. 6b~8b, if^b<«6B^, msk^mm<D^^mm 
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(II) ] o 

i^mizmi^^^n^mm^t. huy>'>TM3ab. m^^t. o. i% bsa 
*('i'->jfiLmy;v:/^» /hbss (A>i^x¥i®i^7jc^?^) tc, 

1 o«Mjia~i X 1 omm.. $fsb<fi. 1X1 o^iiBia~i X 1 o'mMtys:^ 
J; z> \zmm'r^ :it\zj:V) mm-^M 

Xy^^y-;/ (II) lC:feViT, Bi?^<D«BJ!a<Z)#*ttS. -^JAf^, JFFMl^ (Sfct^. 

!b:itm\zJ;:y)ffUt>tio^o 

- i&mme oBE<Di&m\^yz:^^. ^©sitoiiipp^-i o sMfe:. mm.miz 

- }^yi^^t&mT^\zmwfSii^mzw[^i.. 

- mmmifx\ ^mmm^<Di^mmmm<Di^m^nm\z-r^^^\z. n^<D^ 
m> mxu. mmp^y.\^^^m.mzmm^'!^m.'r^m'^s -rmMiE^mm-c^m. 
Wi. 'i"^M<^mms^\zmm-^'i±^z.t 

mz^v)nf3:t>nt>^o 

MWi'Tc^^mm-^^rcmi^mziLyz^m^^m^^i^-^. mmfsimn^^Mvxu 
UT\zmB'ii^m=^mz^mmmm^^m^xL'. 'T-'smm. mmmm. 
m^izm^mm-rtiu^i^^o ^tcu. ^-B^wmi^-nz, ^^M±>6^^MitiS^ 
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x^yy' (II) {ccfev^T, mm^m(Dmm'^^ i&m\iy m^^^(Dm. 
iTut>t>. mmz\t. m^mz^t. m^i?\:iyi^) jt-^^^cmi^. 

flfii, lOf^i^^ffiOiiiflS^tf. #?>nfeilBllf;r':?ViT, 

(1) miisLua-—Ty±:^^mJio^t. (2) tulB (1) T^l^^t^^n;^ 
jtjfiLn a --tc^ViT. ^^mW}mzWm^U^-:h-iSi^'3^(D§^^^m^^ ii 

MIB (1) ©BiftLrinn-T^y-fe-r^*. M^f^, 

i) }^yz^m^ crfsitD-^. M^fcn, m^^jcfi. m^^?t:^;/>?) jff 

ii) #C>tifcmMlc:3>ViT, hUy^-^MS. DNaselMS, ^^MS^ 

iii) n^nrcmm^. 2mm% fbs (•^^ii&fi^jfiL^) -iMDM^cii^i 

iv) ^en;/^iBm^jl?^<h. :^^)V±)Vu-7.mm m^i^. : Me t 
ho Cult GF+ CX'T-A-fe;V5^i7y D>?— X (S t emC e 1 1 Tec 
hn o 1 o g i e s) tbm. :^iS'Dy#-^ : ST- 0 4 4 3 5] m} t^M^^V 

11% c 02c>^^=^T-e 1 4 B mmmT^ 
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f3i^. ^mM(D^it:^mz:$^^>x\t. mm7.y^^y:f (II) Tt#^nfefc^;/>^ 
mH". -rfsit?-^. ^i:)mmz\t. m^i?\iyi>\z. :^y^yf (i) x-n^nrcm 

ti^y^'^i-\LV-J\zn.^'t^z.}i\z^Xi. %WiJd^^^\^v~Jo:>W-n\z^^^'Xs 2^ 
mu^^ vti-iyiix^x^t. ^nmM^ (scf) . :^»i4^iNi#WiimEg 

^ (b FGF) . ^>nx-7^-f >M (OSM)> flk2/flk3 'J:^f>F, 
-r>:57 — D-r^^- 1> ^>>$/ — p^c^>_3^ $!J^H^ (G- 

CSF) , ^^:<7-l'>> X>JXD^X5^>, hD>3H#X9^>#JfctK2:n^®Vi 
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CD45> TER119, a^-^ >^^V>. VE-;^J F^U>, c-K i t. 
Sca-1. CD 34 ^ CD 1 3 (^mM^^-tl—) > CD 

14 i'Wm.m'^—t!-) . GpIIb/IIIa (g:W*^-T-;^7-) , CDS (T 

mm'^—:^—) . CD 4 irmm,'^-:^—) . CDS (rmM-^-ti—) > s i 

gM (Brnm-^-tj-) , CD19 iBmrn-^—:^-) ^(omuomm^mi^t 

(II) mt^yy'yy' (I) •vn^nrcm&mwjmmmomm^. mm}^yi^(D 
'^nmommz^mL'. mmif^m^izi^^r^L^^'v^i^'^'it^y^^y':/. ms 

(III) m^yrv-:^ (II) -em^bfeii&fiF, 'rn.t>%. i^^m^\z\t. f?fc>y 
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tb. mAmwJm<Dm!S^i?^m^^^^mzm^^'r^^il^^x-^^t^>•omnrzMW:^ 

^rz. :$^^m(Dmm:^m\z^m-£. mmxy^y^ (i) tc^sv^x, ^i^nmm. 

m. mskf^mm(^^itmm\zmhrz0kn'xmnir^::t\z^r}. m^^mmf)^^^ 
msk^mm^(D^^t^m<^ < m^mx. <fc o mmiznfsi^ z. t-^^-^mizu^o 

mMmizi^m-r^^tuj^x^. }^yi^\zMvx\tiiFmvf3i\^^m&m(D^^ 
^^m(Dnm:^m\z:^n^mmxv-y'f (i) 'BaS7.j-v':f (in 

^m^\^-)j^\Z^\-i^7.'TV':f (I) IkXST.'rvZr (II) ^IrI^T^^o 
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mmT.'r^y^ (III) tc^viTtt. mm7.^yy° (ID TtB^bfcfl^f?, -rtsi 

T.'rv'Zf (III) (c:feViT^i> t^yS^H&fiF. •^U'io^. fft::ys^«, 
^fe, BtftST.^-/^" (Ill) lc43ViTti, m^bfcf?t^;/i^};i. 

MIB;^5^!yy (II) TtB^U;^ fcy>^ll&^F> TJ^fo-fe^ 

(III) ic^sviT, m.^mmm(D'^M.ikmu<D^Wii^. M^tf. 

h^yS^^d^XUJ^cVi-x'— ;^7— T^nt^J;<. HLA-ABC. 
7*U>, CD4 5^;&^*#tf e,ti§, 

:ftrSfe^:|^;^{c:, M^t^. CD 4 5, TER119> — r>5^i^U>, VE- 
^K^U^. c-kit, Sca-1, CD34. CD13^ CD14> GP 
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Ilb/IIIa. CD3x CD4, CD8> s I gM. C D 1 9 ^©^^©^M^ 

i^%m(o'itM,^mm\t. :^nmzm.^mwim\z^^^^mmx^K^> mm.mz 

mx\t'^m(D^mz^m-r^ :itiz^y). mmmm^mm-^ii:^ ;i .hy^^^x^^, 
^-mt'r^mm:z\t^m(D^mz. :^mm<Dmikmmm^^m±mmmmmT^ 

^(o<m^>^-mt'r^mm(Dmm<Drzib<D-^mM<Dmskmmm(Dmmizm'r^o 
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MRucj:sm^> jfiLW5ii^^> M.m^fom.wmm^'^-fi-n'^m \z^y). 

^fsawmt-r^o mik^mm<D^itmm\zmL'rc^i'¥T\z. eB-^sam, 
v<\t. eBmmmiy. m^nrcmm^^m}^yz^(D'i^'Bm(Dmmzf^mi^. ^ 

^^m(D^;<^\iyz^<Di^m:^mz^ti\^. m^m(Dm]tj^mm^^v^m\z 

:^^m(D^:A^\iyi^(Dipm::^mzj;:y)n^nr:L=¥:^9\iyi^\t. f^^^mz 
M.m:^i)tmx. :^nm\zm^mwJm\zm^T^mm^mhx\^^^rzib. 
\iyz^\z\t. m]kmmm(D^^mm\zmvrc^ii¥xmwv. '<%^nrcmm^-^B 
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r%j \t. wizBMmii)^t^\^^^^\t. mmx^^-rhoyft^o sfc, co^. 
Rt;fN^}c:fett^ r%j ^iBji. i^^rnx'^^thot-r^o 

(1) y^-i$^-mm(Dipm 

^: 10% FCS, DMEMD 2 ^ 4^r^i^#-r^ d J: D , ^Jiat^)^)-^ 

yv'^ • EDTAisaa (0. 0 5% hU>^v'>, ImM EDTA) bT. iH 

yz^zL iyr)yny (falcon) ^fcM, KiS.^ : T i s s u e c u 1 
ture dish] 1X1 0 *i@ tJ^'S J; 5 tc^abfeo 5^^ ^/S^rLtc^* 
t-^ST^^bTf#Sn;ti|0ia^. :7>f-^— iiiiatbTfflVi^t, 

(2) ;^Zl:57-l'if;i'S5l5ESjiilia^CMK6CDi^il 
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m^mt&mi (1) (Dy^-y-m^<D^mm^^> di oigj^^i^^u, u 

ffl^Sfe C2 0 Om 1 ^feOomJ^ : DMEM-F 1 2 i^^^n (GIBCO) %t 
®] 16 3mK ^-ymii'M.fn 30ml («^^ggl5%) . L-^JViS'^ 
> 2ml (SJ^|gS2mM) , ^nv'U> ( 1 0 0 U/m 1) -Xhl/:7°h-T 
-f (1 0 Ox£g/ml) 2ml. #^iK>MT5 yle^?g i^^n (G I B C 

o) thM] 2mK 2 hxij'/-;!/ 1ml immmmo. Im 
M) 3 smuzmrnvfco n^nrcm^mm^^. mt5,y4'-y—mm±iz. 
mmv-fto ta^. ^m^t. six:. 5% cOi^^o^y^a.^—^—p^-vff 

yiyzL±(Dy^—y-mmzmuvrco -^om. =iu-—0±^-^\zjt^]::^. 2~ 
4 Bmizmi^i^Tco 

itEsmm^. j^TomM^^immizmi^^Tco 
(1) y^-^~mm<Dipm 
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-^^u -yy-Vu □ --f!lS5[H^®^ti^^'7':77.1?2&^ (C57BL/6X 

C3H) Y 2-0^/0 p^'^7x<Dif^f?^MSJ: of^m^ni^x hn-^iPiia* 

T> mt'&imUW^^^QY '^mU^^ OP9MffliS^^fe {1 2 5 Oml^^^O 
: a -MEM C^:/n (G i b c o) SiM. :^r$'Di^#^ : 1 2 0 0 0- 

0 2 2} 9 8 0mK v-Ji^fiFJfilM 2 5 0ml («J^?^^20%) . 

U > (10 OU/m 1 ) -X hl/y h^-Tv'^ (1 0 0 m g/m 1 ) 1 Om K 
2 0 0mM \.-if)\/^^ymWL lOmUT. 37t:> 5% C02^#T 

>'a.±(75iiBl!a{c:, 0. 1% hUy>'>-EDTA (2m 1 /I 0 cmT^^ 

1 n-:^7;i/^a.— ::^fciiiiRb:feo liiiR$ti;'t»JigSr#tfi*?S6^ i 5 o o r pmi? 

5:y'PB^it^C^^iiU7t, #e>n;^«HJii^, tutBOP 9m^i§il6{C. 1 : 4~1 : 
5 (^2. 5X 1 0'M~4X 1 O'^MISTSab. 3 7*0. 5% CO^^frT 

#en^iiM^, 1 0 cm-^^ v-^ iZPr)V^y (FALCON) ^fc®) _h. 
ft^Jg^l OM g/ml ©T-f h-7-r>'>C?&'g-trMI20P 9i98j!affl%fi6 1 0 

^»'fb^3S:ft^7KT?fe?^b7t, Jfe^tmcDigfflja^ :/'»'• EDTA^5!13S (0. 
0 5% hUr^5/>. ImM EDTA) bT. MIS 

ALCON) ^hSI, ^a^S : T i s s u e Culture D i s ±. M 
IBOP9«ffli^S& {C, 1 ; 2 (l§%*;^c 1 X 1 0 "aJiS/m 1 ) 

24 



wo 2005/019441 



PCT/JP2004/012456 



(2) mjkm^^mmmm 

mW.^mMlX> 0. 2 5% hUyv'>'/HBSS Im ncilHlJR^ti;^:*^ 

fi)o:IMDM 8 4ml, 8% ':7Tjln.?i 8m 1> 8% "i^ >^ll&fiFjfiL?f 8m 
1, SXIO-^M fcFnn;i/^V/'> 0. 18Atg. BMP-4 2 p, g (m 

$IMm2 0ng/'ml) , SCF 2 g 2 0 n g /^m 1 ) , IL- 

3 2ittg (m^mm2 Ons/m\) , IL-6 1 p, S (Si^Ji^ 1 0 n g 

/m 1 ) . V E G F 2 M g 2 0 n g /m D.G-CSF 2/xg 

(«^?tS2 0 ng/'ml) , F 1 t. 3U:^f>H 2 jti g (gi^^tS 1 0 n g 

/ml) , EPO 2 0 0U (mnm&2\jyml) D SmUcMj^L, #6. 

n/cia)iM?iM^, MIBI^MM2 (1) T#e>nfciijfiLl^^{b^#jS^(C:fett^ 

STIC, 5% cOi^^T-ceBmmmvTco rs::^. mm^. mm 

(3) ^m.m^(Dmm 

m^^^m^X^. V-^=l\Z. 0. 25% >Uy>^>/HBSS Iml^ 
»b> 3 7*0, 5% CO^(D^WT. 4^mm^\^tco 
•^^^^X. Ts^V—n— :cell scrape r-M, 7.^U> 

(suMiLON) T, y>(—d^-mu±.(omu^. v>(—$^-mm^iL. 
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orpm, 4^mm'b^mvrzo 

±m^®.^\m^h. mm^. mm^itm^m 2 omi 0x0:^5 omi^n 

^^m^v. -Di^^i^. ^%^nrcmmz. 0. i^bsa/hbss 20mi^ 
mMv. mmvx. s 0 0 r T>mx4^mm'L-^m'r^^tizj;:r). mmvrzo 
^(DWi. ±m^m3\m^v. « (1 x 1 0^-1 x 1 0 «m) 0. 1 % 
BSA/HBss 0. 4m nzmrnvTco ^^nrcmmm^. 1. smi r 

^mmizmn-^'^rzo ^tc. m^m^f&^mz^:bmi?<Dmm^ffu^rco 

^m\t. mmmi^xmji^rcio Tm^iEf^wmxmm^. '^'B^imp^\zmm 

mmom^. t^yi^OTKBs^^pau. uwvrz^^mm-^'iirrcmmiHizhLy 
z^mif^m^^^i^^. mBMumm^mvxmmT\zmH'miiSimz2 3G§^x. i^m 
mmm, (1 X 1 o'-i X 1 o'iBiiS) <&^fiiaAb> ^f-'Bmm. mmmm. 
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(1X10^-1X1 omm) ^^mmxv. mmmm> j^m^m>^\zm^mm 
10) ^^zs8o% (8/10) TSD, m'^m.:ff'< \^m-^M\^^iimm.mmf)^ 

^mi^vtc. 15^^, n^^'^^mmi^s )\mi"B<Di^^2m^'^K>^v. m 

OgTSO> ^fiSJI&^?0#:a«> 1 040 gTifeoJt. 

-^v^TiomK ^mm^<Di^m5kUM\z-D\,^x2 0m\. nm^(Dm^im 

mz'Z>\^X 2 0ml, nmm^(D^mMMM\Z'Z>\^X 2 Cm 1 .i: bfco 
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mw^mm(Dti=^:2.-u\zmmm (j^^^^t^^^/^^s o omi) ^-ou^. j^m 
1 0 0 0 m 1 mm) mM^nt^-otzo 

2 . p^gp (i^w, wmm.) 

3. 

5. m^mm^. mm) 

6. /JnM 

7. :*ci8i (KMUM) 

8. :;*:Jii 

9. #M 

1 0. ; fFJii> fltJ^) 

1 1. SgB^^«iJ(&Jt) 

1 2. mmim^^mm) 

1 3 . (#^i>C#) 

1 4. #ii 
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1 5 . U >Aip 

1 6 . w^m 
1 7 . >L^m 

1 8 . :^mm 
1 9 . ii^iii 

2 0. WM 

2 1 . ^mB. 

2 2. mmskm^mmsk) 
2 3. m^Mmn^msk) 

2 4. #M(m^^) 
2 5. JFF(M^ft) 

MMl'Tc^M^:^^^ 5mmx 5mmx 3mm(Dm.WtWi:^^. #3^#:To^D£t} 
bfeo ^©5-&2^#:«, 4% M®A^5f:;i/AT;i'5^t H (PFA) /8% 

7;^n--x<DAofei 5mi-y->:/;i/|®'\An, -efe@^^ff?5:o;/^, M^^m 
0% x:^'/— ;k 7 0% x^y— ;k 8 0% x:^y— 90% x^j^y 

'-ji-ci'^2mmm^v. 100% x^j^y— ;i/Ti~2P#PBm^f $e>(c. 
10 0% jL^y-)mi--2mmmnv. $e»(cioo% x^s^y-ji^-ciBife 

liJt'r'5cl<i:{Cj;0J!Ji7jcb. ^>if>fc11j« ( 3 0 i:^P^X 2 HI) $iir, 
A^:7^ >lc:Mm (4 5:J^^X 2 0) 4% PFA®^^/^ 
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h5I34% PFA@j£^5^©'b"5 U :r^;p K 1 (Tissuetek, 

Miles, Elkhart, IN. USA) (C^Sb-aiS^t^^iti^c MB^m^MBU^ OCT 
n>/^ryy\i (Tissuetek) T^JSb, ^^^^T^it^^ii^ C^ricj: Off 

AU ymik) Om K #M C^AU ( 1 1 ) Jcgg^t] 

^Tc. m^mzm^^mji^rcmm'cit. m±^7b^^i^^'eE\zim<D^-7. 
xmmMhnm^mm.vr^, M:i^mz\:ii. m^mz\t. (^/^u>^jfiL) 
^2 0mi$, mw<D^^nmizi5\,^x. 2mmm\zmMv. #«i (^a-u>^ 

':f\zxtix. -B&.m\zmmmm^^mi^. mm^^v^o 

m^^mi^. DNAi^mmx\tRNAmmmnm> wi^mmmmm. facs^ 

75:*5, ^f^mmmmtvx. Bmiz-z>\,^T\t. !^T(D^^\zm^<Dmm^n 
/cco^do un^mmmi^TxmML. mun^mm\zm^L. somi n-;;?? 
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2 0ml^SJnL. J:<51?Sb. 3 7'CT 1 0^r«1JgM$-&?5::^>^e>^§lbfeo # 
^n^fc^^fd, DN a s e I^?^ClOmg DNase I<&lml 0. 
15M N a.C lizmM-^'^Tcmm 2 0 0 fi I ^mMh. IM M 

gC 0 milOb. 3 7'CTl O^r^^^Ufeo 7 

Omm^ uy^>y->^ iy T)lZ2> (FALCON) ^M. mMi^ : ce 

11 strainer) mmtmmoD 1 Oi§fi&&mSPb;feo ^® 

m> 1 5 0 0 r pmT S^^-I^jt'C^^SIb^ ±m^^3m^hrc. 3^*5, 5^jflLJ^;&« 

^jfiLi^^^^iinb. 1 s^o^Jj-rB^^jciTi^itb, -r^v^T, i 5 o o r pm-rs:^^ 

IRV. Ikm 3 5ml 2:5 0ml n -:^7;W5^^— r^tCAtl, 1 5 0 0 r pm, 
1 O^mm^L-^mi^fco Jkm^^^m^V. ^Uyh^. SOml :n-tiJ\^=^ 
a.-y5:$:{c:5^^b7t, oViT% #n-:^?;i/5^:x 4 0ml (^U^ho 

1 5 0 0 r pm7?5:$>PBl, 4 'CTOM'C^^^^, ±m^^^\m^Vrco fS:^. ^ 

h-^m'&'v^^m'^. isoorpm, 1 0 ^m^'b^B^moMi^rco ^ 

U >^i^«fb^S:^ig7K 4 0ml^«qL, mmv. 5:^ 
CO^^—:/^ l:^(D^zL — ':/\Z^ti^. 1 5 0 0 r prnTS^a-Ppl. 4t:TM'i>^ 

mr^ctiz^K)^i^^nf3i'Drco 5&^75>s^5fe?t^. 2iiifT:^o;^. ±«$©5ii^ 
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t5IB^M^J4T#e>n;^Sa:m^^^ia« : Q I Aamp DNA Mini 
K i t ^:feJMi55^ : Q I Aamp DNA Blood Mini Kit^ 

CB2MG-2F : 5' -GTCTGGATTTCATCCATCTG- 3 ' (Sa^J#-^ : 1 ) t 
hB2MG-5R: 5' -GGCTGTGACAAAGTCACATGG- 3 ' (M'm^^ : 2 ) 

CB 2MG-2 Ft 

hB2MG-3R: 5' -GGTGAATTCAGTGTAGTACAAG- 3 ' (B3^J#-^ : 3 ) 

^ffiVi. MtaDNA^^MiLxT. nes ted PGR (^SI5y^-r 
ffl P C R^fc, f^gjSy •^-r T-^^ffl Vife P C R ^frJ'cJ: 5 il^mX(D PGR 
^) Sfi^;5:ofeo PCR^#«, SiiSM Cm^: H,0 3 0. 7 5 ^1, 

lOXPCRMW^ 5m 1, dNTP (#2. 5mM) 4 K Ex Ta 
Q 1 ) 0. 2 5 M K T'^-rv- (#10pM) #2. 

M^^^DNA (2 5 0 ng*g^«) 5m ^m^^^. 9 5 t:T 5 r^^FHlOMiS 
9 5'CT?1^F^^:5 S'CTl^ffit 7 2t:Tl^^rBl<i:^l-y--f /7;i.tbT, 

C^l : 5' -CATTGTCATGGACTCTGGCGACGG- 3 ' (@3^J#-^ : 4) t 
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C^2 : 5' -CATCTCCTGCTCGAAGTCTAGGGC- 3 ' (SS^J#^ : 5) <h 



^1 



No. 


9 


8 


7 


6 


5 


4 


3 


2 


1 




100 


10 


1 


0. 1 


0. 01 


0.001 


0.0001 


0 


H2O 


1)-Jl DNA(/zl) 


100 


10 


10 


10 


10 


10 


10 






tly DNA(jLil) 




90 


90 


90 


90 


90 


90 


90 




i^«(itil) 


90 


90 


90 


90 


90 


90 


90 


90 





n'Drcmm^^mvrz\iyz^<DmifsLmmmm\z^^^x<D^. -^ji^n^oDmmtim 
mm^^'^nx\r^rcmm<D^ :^^zL-y^zix:<Dmf^mxmmh. 9m 

1<D2% FBS- IMDM^Atl/Sil 5m 1 n=ltlJl^^::i. — ^^izmmV. 

'^^tirzmmm(D—^^m^^xmmwi.^Bmvrco -^v^-e, mmm^. 1300 
T vmX4^r^m^ij>^BL> n^nr^^uyh^. 2% fbs-imdmti 
y-i o'mmymi ^u^^vizmmVs mm^mm^mco $e>tc. 2% f 
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BS - IMDMTl 0^#f?UT. 1X1 0 ^Wlia/^m 1 

1 4m 1 <D:^V X^U>i^J&^^-^lz. ?^^J\^±Jln—xmm (iSiSa^ : M 
ethocult GF+ CX5^A-fe;l^5^i^y D>?— X (S t emC e 1 1 T 
echnologies) il^U ^m-^ :ST-04435]) $4ml 

n^nrcmm^^t^mm i. imi^. i8G#f$#ttfc2. sm 

1 att^gT, 3. 5mm y i^=L<Dtp^izmXV. 't-( y z^zL(Dm\Zi^— 

1 4SatcffJ^cf:-3;feo 

M : MiaCB 2MG- 2 FiihB 2MG- 5 R t:^^ e»;^cj:'5:/^-r-7— RrX 
F«3SB:/^'1"x'-^ : t&IBCB 2MG-2 FiihB 2MG - 3Rt;^>^e,7S:^y7-r 
-^-^^^Vi, SOIBDNA^^MtbT, nested PCR^frT^iofe, 

pcR^f^tt. R}$:smm^:HzO so. 75/^1, loxpcRi^ 

«fM 5m K dNTP (#2. 5mM) 4mK®5&^:Ex Taq(5 
U/m 1 ) 0. 2 5^1. y^-f-T- (#10pM) #2. 5aK ^^fi 
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mso% (n=i) x$>r). mssn.m^itmmmm^i.rcBsmm^if^mnmzif$' 
mi^Tcm^m mmWiS^-e^n) ®TOo#itT^i% (n = 3) omst+i- 

mv. }iyz^mmzmxT^^t\zj;:r>^ ^^nrc\iyz^u. i)-)i^^^(DmM.m 

i^mi^n '^o)s^m\z-^)v^^(D^itM.nu--m^mm,t:^mx^-fs.i)-^'D rc (n 
= 2) c b;fe:^^*oT. mmm2xm^rcmiimmm(D7tskm^^tmmi^m7f)^. 1^• 

iatfe^Mh Cr e c omb i n a n t human stem 

cell factor (rhSCF). 1. Smg/m 1 , 7Az^ai>1&m 
D<y 5 7 0 1 F4) 1 0 0 0 fis^^m.mmm^:HBSS^. 1 

0% b!y>?gSjfiL?»RtXO. lU ^/'^U>:?-hU^7A] 5mlT#^b. 
n^nft^^^^. 0. 2 2 xim:7^;i/^— TJtiib. m^^cD#lin nn— p 
CRTlJ-;i//'h!y>?4^^^^^.86fei®#: (n = 2) (d^b, 60Mg/kg/'B 
tJSiSJ:^}::. 2 3 G^#tilt^<£rfflV>T, IBim. 1 8 B^HJSi^j^l^bfco 
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S#*flfe(Dtiy>^No : 1 4 1 B mmkl 5 6 B) Ta&D, ^ 

#IBi!i&^;^^T#:S^14k g"r^-r)fc,^;'b, k^Vv^N o : 1 8 2 

^#6 B «i^ig#;&^e> 1 B^RtJJMi6ie:#5&^e> 3 B^o^n^ntc::feviT> 

F AC SM®?S : 5 % ^i/m^MMs t 0 . 0 5 % N a 

mmm^i o ^-/->rL^®u:feo isoorpm (490 

. xg) A^m^'L-^mi^. ±,m^mm^vr^. ^om. ^^ntci^uyh 
izmmFAcsmmm 4 5 0 i^jnb:^, 

Bmn(D^t> 150 fjL I jc:MSBFAcsi^«r?K 3 5 0 ^1 ^w^imi^^^nftm, 

OV^^T, 9 6 ^ x-JiyU— h (D^ j^JV'^(DmM^ 1 8 0 0 r pm (7 1 0 X 

-e®^, ^iS^ : PE-An t i -h uma n CD45(^i>h> 5^^-/ 
^>V>S:M. BD;^?:$'DiJ7'#-^ : 55705 9) 20ial iMiBF AC 
mm. 8 0 M 1 i:^, ^x;i/{C^lab;/S:. MIBPE-An t i -huma 

n CD4 5©f^t>DiC, T V ':fMmtVX. m^^P E - An t i -m 
ouse IgGl/c(^i^h> u/^^^^y >%i:iS, ;^J^Di:f#-% : 3 3 8 

15X) ^mwco n^nrcM-^i^^. s o^m^±'c^>^:^^-i^3>vrc 
Wi. 1 8 0 0 r pm (7 1 0 X g) 2^mm'ij'^mv. ±m^m^vrc. ^ 

n^tiit^vy v^muF AC smmm ^ 5 o n ixmmx^. %^nrz.uM 
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^m^^mVTco n^ntcUnf)-^^. ma^:QIAamp DNA Mini 
K i tRtK^a^ : Q I Aamp DNA Blood Mini K i t Srffl 

ttflBDNA^^Mtb, ■y-;w/3 2 -5i^ni^D:7'u >te:^'rsy7'i'T~^ib 

T. S5IBCB 2MG-2FihB 2MG- 5Rit$r^ia5y^-1"7-^tb. Huffi 
CB 2MG- 2 F thB 2MG- SRii^n^y'^^-^—MtVXm^^X. n e 

sted FCR^ntji'Drco fsi^. pcR^mt. Kjt^mm^iHtO s 

0. 7 5 1 , 10XPCRM»^ 5 ja 1 , dNTP (6-2. 5mM) 4 m 
1 , m^a^ : Ex Ta q (SU/m D 0. 25/^1. y^-fT- 1 0 
pM) #2. 5 At 1 > M3N-fi3(5DNA (2 5 0 n gffi^S) 5tflD^fflVi> 

9 5'CT5^raoSiS(D^. 9 5'CTl:5>FBl<h 5 8 t:"!?! ^^rsl-h 7 2 "CT 1 :$:)-rBl 

F*g«15y^-fV-*f<£:MVi}/biii|®l^lC«. ,2 5 -y-^r i5';i/^fT;5:Vi. 7 2'CT55i'^1 
KJt^-^i^rcW:. AVxmi^T^^^tVrco PCR{Cj;D^fifebfejgi^Sr. 2% 
T:^n-xy;i' (0. 0 1% j:.^i^^A^U'^^}^^m)iz^^n%^m\z^ 
Vm^hTco mM^m3<D±^/'^:^)UZ^'to Ol.iT. y;i/±<DDNA^P VD 

•7— ^fflVifcPCRtc:<fc-DTf^m^nfc-9-;i//3 2 ^^n^D:/u >cD:/D«-:/i: 

nf^hW. TIBDNA: 

0. 0 0 0 1% if;l'DNAi: 9 9. 9 9 9 9% \^yi^D'NAt(Dm't^ (m 
3fp. U—>5) 
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0. 001% U-;l/DNAt9 9. 9 9 9% \iyz^DN A tO^M"^^ (M 3^. 
U->6) 

0. 0 1% -tJ-jl/DNA^: 9 9 . 9 9% fc^yi^D N A tO^g^tJ (gl 3 fj^. U 
->7) 

0. 1% +f-;i/DNA<i: 9 9. 9% \iyz^DN A iKDU^m m 3^. U—> 
8) 

1% it;i/DNAt99. 9% \iyz^DNAt.<Dm'a'& (m3^. U—>9) 
10% U-;l/DNAi9 0% ^lyzyDNAtm-^^ (MS^. U—>10) 

•y-;i/DNAm^ msfp. u—>ii) 

t<DUM. m3^r). SCF^#6B@07|5mJfiL^ ^-^^IB, 30. 4 0 B 
CMethoCult GF+(Stem Cell Technologie 
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mnm^ : 2\t. y^-1'V-hB2MG-5R©gB^JTab§, 
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^ ^ w $ -&T# e> tife b :y z^i)^ e> m-mmmm<Dmjk^mm^'i% ^z.t ^wm. 
2. (I) '^^uyT-i^:2a-—mm.m'?^^i^vrc:^hu'^mi^w^y'< 
(II) Mtax5^>;/y (I) Tt#^>n;^^siii»j^s*(^MflS&. ^m\i.y=Jo 

iia±, ^^mmm(n>m'<mmm.-^mm-t^. HutBit^^ 2 lamc^^-fb^^o 

(II) m^T.'ryf (I) -e#e>nfe^fiis»i^ffi5f50iajia^. ^^^gtu/e?© 

(III) ttrlB;^'^-/:/ (ii) Tm^bfefiFkiyv'ic, M:S^l&«^Jc#S6<;;fei^-r 
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(A) 





100 wm 
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W2 



(A) 



31% (28/89 colonies) n=1/1 




— I35bp 



* * * * * * 



(B) 



1% (1/91 colonies) n=3/3 




— 135bp 
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10/S68502 

WO 2005/019441 PCT/JP2004/012456 

SEQUENCE uJAiaBHeC'dPCrOTO 16 FEB 2006 

<110> TANABE SEIYAKU CO., LTD. 

<120> A method for differentiating a primate embryonic stem cell into a hemopoietic cell 

<130> 04-054-PCTJP 

<150> JP 2003-208724 
<151> 2003-08-25 

<160> 5 

<170> Patentin version 3.2 

<210> 1 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> a sequence of primer CB2MG-2F 
<400> 1 

gtctggattt catccatctg 20 



<210> 2 
<211> 21 
<212> DNA 
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<213> Artificial 
<220> 

<223> a sequence of primer hB2MG-5R 
<400> 2 

ggctgtgaca aagtcacatg g 21 



<210> 3 
<211> 22 
<212> DNA 
<213> Artificial 

<220> 

<223> a sequence of a primer hB2MG-3R 
<400> 3 

ggtgaattca gtgtagtaca ag 22 



<210> 4 
<211> 24 
<212> DNA 
<213> Artificial 

<220> 

<223> a sequence of primer C betal 



<400> 4 
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24 



<210> 5 

<211> 24 

<212> DNA 

<213> Artificial 

<220> 

<223> a sequence of primer C beta2 

<400> 5 

catctcctgc tcgaagtcta gggc 24 



3/3 



m^mmm-^r pct/jp 20 04/0 12456 



V. ?&m(Dmi-i^m<D^ (mmwn^m (i po ) 
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A61P 7/00, A61P 35/02, C12N 15/0 0 
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roj amizxzm^. ^m. m^^\znR-r:s>xWi 
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TYj mzm^<oh^xmx'ib^x. ^^xmtm<7:>isi 
r&j ^-y<^>'hy7'%v—xm 
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mmm<o^wRxj^t3Xi>c 

B^fcffl^ffif (I SA/J P) 
SffiiS-f-l 00-8 9 1 5 



03-3581—1 101 



4N 



9 12 3 



3 4 4 8 
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